A B hb-polyK hb-polyKH 2 Figure S1 the physicochemical characterization of the polyplexes prepared in HEPES buffer (0.1 mM, pH 7.4) at N/P of 10, the size and zeta potential measurements (A) and the AFM images (B).
Red Green+Red All channels Figure S2 Confocal images show the uptake of hb-polyK and histidine containing hb-polyKH 2 complexes in A549 and H1299 cells. Areas in green are FITC-labelled polymers, area in red are Cy3labelled plasmid, regions in yellow are assigned to overlaid Cy3-labelled plasmid and FITC-labelled polymers, and areas in purple correspond to DRAQ5 stained nuclei Figure S3 Flow cytometry analysis of Annexin-V/PI apoptosis assays to measure the apoptotic and dead cells in A549 and H1299 cells after four hour treatment with polyplexes of hb-polyK, hb-polyKH2 and PEI (the control group with FBS-free medium), and then 20 hour of incubation without fully supplemented medium. The percentages of live, apoptotic, and dead cells were calculated from FL1/FL3. Annexin-V-FITC was used to detect apoptotic cells, and propidium iodide (PI) was used to detect dead cells. J1~ necrotic cells, J2 ~ dead cells, J3 ~ live cells, and J4 ~ apoptotic cell. Figure S4 : PCA scores plots of A) A549 cells samples (R2X=0.563, Q2=0.147) and B) H1299 cells samples (R2X=0.622, Q2=0.333) after four hour treatment with polyplexes of hb-polyK, hb-polyKH2 and PEI (the control group with FBS-free medium), and then 20 hour of incubation without fully supplemented medium. Both of the PCA plots couldn't separate between the different treatment groups, however the clustering of the repeatedly injected pooled QC samples indicating that the LC-MS system was stable throughout the run, this is confirmed by the fact that more than 70% of the detected features from the QC samples had CV of less than 30%.
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